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Abstract
Metals are pollutant residues detectable in honey and in fact account for most of the 
inorganic pollutants found in this food product. Metal pollutants can be accumulated 
through the food chain and, at levels exceeding safe thresholds, can be toxic to humans 
and even damage physiological functions. During the honey-making process, bees can 
transport pollutants to the beehive following contact with polluted botanic species or 
from drinking contaminated water. Detecting very low concentrations is a persisting 
challenge to accurately measure these elements in honey. Additionally, since honey is 
a complex organic matrix, treatments are needed prior to applying any classical chemi-
cal methods for metal determination, such as inductively coupled plasma and atomic 
absorption spectroscopy. Therefore, optimal results are dependent on adequate sample 
conditioning prior to heavy metal content analyses. Chemical pretreatments include cal-
cination processes and/or acid digestion. Regarding execution, the last steps of any metal 
detection methodology are the primary determinants of result quality, where any loss of 
mass is reflected by unreliable values.
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1. Introduction
The internationally recognized Codex Alimentarius Commission defines honey as a naturally 
sweet substance produced by bees through the collection of flower nectar or secretions from 
living plants and the subsequent transformation of these collected materials with substances 
inherent to bees. This mix is deposited and dehydrated for storage, a process that results in 
the maturation of honey [1].
© 2017 The Author(s). Licensee InTech. This chapter is distributed under the terms of the Creative Commons
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distribution, and reproduction in any medium, provided the original work is properly cited.
Honey is principally composed of a complex mix of carbohydrates, among which fructose 
and glucose account for 85–95% of the total sugars. Since glucose is less soluble than fructose, 
the proportions of these sugars in honey determine overall granulation, with higher fructose 
quantities lending to honey that remains longer in the liquid state [2, 3]. Other more complex 
sugars are formed through the bonding of two or more fructose/glucose molecules with trace 
polysaccharide residues. Honey also contains other substances to lesser degrees, including 
organic acids, amino acids, proteins, enzymes, minerals, fat-soluble vitamins, flavonoids with 
antioxidant properties, and hydroxymethylfurfural, a compound that indicates honey fresh-
ness [4–8]. Finally, honey can be further classified by melissopalynological analysis as either 
monofloral or polyfloral in origin. Monofloral honey is of greater commercial value due to 
45% of solid residues being single-pollen in origin [9–12]. Altogether, the quality of honey 
depends on the presence and concentrations for each of the aforementioned compounds, as 
well as on classification as either mono- or polyfloral.
The close source-product association between plants-honey means that all honey inherit 
various characteristics of and share biological properties with their respective botanic 
sources [13]. Due to this, undesirable compounds or residues can be found in honey if 
the source plants were exposed to these substances, including those of anthrophic ori-
gin. Among the residues that alter the natural composition of honey are metals, which, 
depending on their concentration in food, can pose as a human health risk [14]. The most 
common route through which humans ingest and are exposed to metals is through the 
diet, although the presence of these chemical elements in the air also means intake through 
inhalation.
Some heavy metals are essential elements for normal growth of plants such as Co, Fe, Mn, Ni, 
Zn, and Cu and they have important roles in metabolism, but at higher concentrations, the 
same metals become toxic. Those increased levels can cause a decrease in percentage of bio-
mass in vegetables and in many other cases, they lead to plant death. On the contrary, some 
heavy metals such as Pb, ` Cd, Cr, and Hg have been marked with high toxicity for plants [15].
Metals have a density, (d) > 5 g/mL and atomic number > 20, with the exceptions of alkaline 
and alkaline earth metals. No more than 0.1% of the earth’s crust contains metals. Although 
the term “heavy metals” primarily refers to elements with elevated cellular toxicity, this defi-
nition now extends to include micronutrients that, at high concentrations, represent a risk 
to human health. Heavy metals without known biological functions are the most dangerous 
due to high toxicities, including barium (Ba), cadmium (Cd), mercury (Hg), lead (Pb), stron-
tium (Sr), and bismuth (Bi). Trace elements, or micronutrients, toxic at increased concentra-
tions include boron (B), chromium (Cr), cobalt (Co), copper (Cu), iron (Fe), magnesium (Mn), 
molybdenum (Mo), nickel (Ni), selenium (Se), and zinc (Zn) [16]. Due to the human health 
risk presented by these heavy metals and micronutrients, regulations exist for the maximum 
residual limits permitted in various foods destined for human consumption [17, 18].
2. Metals in soils: impacts on apiculture
The origin of heavy metals in soils can be anthropic or natural, and may be associated with 
different fractions of soil, which determine the mobility and availability of these metals to 
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the surrounding ecosystem. It could affect honeybees or its habitat by polluting plants and 
water. The availability and mobility of these contaminants could be modified in relation 
to the physicochemical properties of the soil, for example, pH and organic matter content, 
among others.
Undoubtedly, this will have an important effect in the metal content in honey, since honeybees 
are able to take water from these polluted sources. Moreover, bees may transport these pollut-
ants to beehives by fixing them to their bodies after their contact with the polluted plant species.
Soils systems are complex and vary in traits based on mineral and organic residue compo-
sitions. In particular, heavy metals of both anthrophic and geochemical origins can affect 
soil characteristics. For example, Chile is the leading producer of copper worldwide, with 
this metal constituting a primary source of both net national income and employment. 
Nevertheless, copper mines generally overlap with the Transverse Valleys of the “Norte 
Chico” region of Chile, which is also an important region for agriculture and apiculture. 
Due to this spatial crossover, controversies exist between the mining and apiculture indus-
tries regarding mining-produced wastes. Specifically, these toxic residues are discharged 
into the air, soil, and water of valleys with human populations and with ranch, farm, and 
apiculture productions.
The presence of heavy metals in soils is not only due to external contamination, but can 
also be of geochemical in origin. Indeed, high copper contents can be found internation-
ally in a number of soils [19]. This can occur due to mixed causes, such as abnormal native 
geochemical contents being complemented by mining contaminants. Generally, copper 
contamination is accompanied by high contents of other metals, such as arsenic, lead, cad-
mium, and zinc. Soils are open systems that exchange energy and organic matter with proxi-
mal environments. These exchanges are typified by a heterogeneous mix of three principal 
components—solid, gaseous, and liquid fractions of organic, inorganic, and microorganic 
components [20]. Several analytical approaches exist for determining total heavy metal con-
tents or the fraction of total soil content represented by these elements. This fraction can be 
used to determine metal availability and mobility. Element availability in soils is the most 
representative way to estimate total element content as this fraction facilitates establishing 
assumptions of mobility, plant absorption, and possible contamination [21]. The availability 
of distinct contaminating elements depends on properties inherent to each element, includ-
ing the tendency to form complexes with organic material; mineral chemisorption; precipita-
tion as insoluble sulfides, carbonates, phosphates, and oxides; and co-precipitation in other 
minerals [22].
One of the most important chemical processes in soils is adsorption. This process determines 
the quantities of nutrients, metals, pesticides, and other organic chemical components retained 
on the soil surface. Due to these functions, adsorption clearly participates in regulating nutri-
ent and contaminant transport in soil. Chemical and physical forces act during adsorption in 
direct relation to soil-surface functional groups and the ion or molecule of the solution. The 
interplay between both these relations gives rise to surface complexes that can be classified 
as either internal or external sphere complexes. Internal sphere complexes are established 
by chemical forces that are generally irreversible and slightly affected by changes in ionic 
strengths. In turn, external sphere complexes primarily involve Coulombic interactions that, 
through a reversible process, are affected by ionic strengths in the aqueous phase [23].
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Most soils are heterogeneous and constituted by different minerals, solids, and organic 
compounds. Various interaction mechanisms of soil with heavy metals have been described, 
including diffusion through micropores and adsorption at sites with variable reactivity. It 
is not possible to discriminate between these mechanisms, being more appropriate to use 
the term "sorption" in order to describe the retention of heavy metals by these three path-
ways [24]. The type of sorption and metal-binding mechanisms depend on various factors, 
such as ionic radius, electronegativity, surface type, valence electrons, and ionic strength 
of the solution. Currently, strict regulations exist for metals due to residual accumulations 
and persistence in the environment, as supported by findings after specific contamination 
events [25, 26]. Furthermore, a number of studies have established the threat posed by the 
possible contamination of water and soil resources destined for agricultural ends. Any 
subsequently produced plants would represent healthy risk to consumers [27–29].
3. Metals in honey
The presence of metals in honey has been associated with the presence of hives close to 
contamination sources, such as factories, highways, volcanoes, or mines/mine tailings. 
Contamination sources can also include agrochemicals that contain cadmium and arsenic, 
among others [30–32]. Due to this association, extensive research has been conducted in 
honey to determine the relationship between heavy metal contents and quality indicators or 
biological markers [33, 34]. Frequently, heavy metal concentrations in honey are low, compli-
cating the analysis of these elements. This complication is directly evidenced in the quality of 
obtained results, where any loss during the analytical processing of samples influences the 
concentration values determined for each metal [35].
Related to the analysis of honey, Przybyłowski and Wilczyńska [36] conducted research on 
polyfloral honey produced in Poland to evaluate possible relationships between parameters 
such as pH, the glucose:fructose ratio, moisture, electric conductivity, and hydroxymethyl-
furfural concentration, among others, and the presence of cadmium, lead, and zinc. These 
relationships were determined based on methodologies established by the Association of 
Analytical Communities [37] for processing organic samples and performing posterior 
metal assessments. While no clear relationships were found between the measured param-
eters and the metals studied, discrete cadmium and lead concentrations were found in all 
of the studied samples. This finding indicates a degree of environmental contamination. 
Similarly, relationships did exist between plant origin and the presence of zinc in samples. 
Further research was conducted by Hernández et al. [38], who analyzed the metal contents 
in 81 honey samples from the Canary Islands and compared results against 35 additional 
samples from zones in Spain and Europe in general. Analyses established that the concen-
trations of alkaline and alkaline earth metals were within specific ranges that discriminated 
between Canary Islands and European mainland honey. The authors therefore concluded 
that this type of analysis can be used to certify the source of a honey. Hernández et al. [38] 
also suggested that the presence of metals could indicate the production of honey in areas 
contaminated by these metals.
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Another study on avocado honey from Spain also showed a common pattern between the 
measured concentration of alkaline and alkaline earth metals. Just as with the Cannery Island 
honey, Terrab et al. [39] suggested that honey origin could be established based on the con-
centrations of certain metals. However, the correlation between botanic origin and the pres-
ence of metals has been difficult to establish in other parts of the world. For example, Fredes 
and Montenegro [40] studied the possible origin-metals correlation for honey from distinct 
regions of Chile, but were unable to establish an association between the presence of the mea-
sured elements and the botanic/geographic origin of the analyzed honey samples.
On the other hand, an objective established by a number of researchers has been to correlate 
the presence of metals with the biological properties of honey. One such investigation by 
Küçük et al. [41] analyzed three honey samples with different botanic sources in Turkey 
to evaluate a possible relationship between the concentrations of alkaline, alkaline earth, 
and other metals with the antibacterial properties of honey. The obtained results were 
able to establish that honey with higher concentrations of all the studied metals also pre-
sented greater antibacterial activities. In the three samples, the metal concentrations did not 
exceed permitted limits. Nevertheless, no clear link was found between the measured metal 
concentrations and other biological properties of honey, such as phenolic compound levels.
4. Sample treatments
Before assessing the metal contents in honey, samples need to be pretreated to eliminate 
the majority of organic matrix components that can interfere in obtaining results. One 
method used in determining metal contents is solid phase extraction. This method can 
remove the predominant sugars from honey, thereby allowing for the collection of concen-
trated metal extracts that can then be analyzed through atomic absorption spectroscopy 
(AAS), inductively coupled plasma optical emission spectrometry (ICP-OES), or induc-
tively coupled plasma mass spectrometry (ICP-MS).
Solid phase extraction can be useful in fractioning extracts of an element, zinc for example, 
that could be present in honey as hydrophobic complexes or as cationic species. Resins, such 
as Amberlite XAD-16 and Dowex-x8-200, must be used in these cases to accurately separate 
metal species [42]. Other strong cation-exchange styrene-divinylbenzene resins, including 
Amberlite IRP-69, Dowex 50W x8-400, and Dowex HCR-W2, have been used to determine 
and fractionate manganese and zinc contents in extracts [43]. Similarly, Dowex 50W x8-400 
and Dowex HCR-W2, together with the Diaion WT01S resin, have been used to satisfactorily 
detect copper and zinc species [44]. Solid phase extraction is advantageous because it destroys 
all of the organic materials present in honey samples, thereby reducing analysis time and 
risks of analyte loss that could affect result reliability. However, application of this method is 
limited when a mix of various metals is needed for subsequent analyses.
Recently, a new chelating resin of poly[2-(4-methoxyphenylamino)-2-oxoethyl methacrylate-
co-divinylbenzene-co-2-acrylamido-2-methyl-1-propanesulfonic acid] was synthesized for 
determining Cd(II), Co(II), Cr(III), Cu(II), Fe(III), Mn(II), Pb(II), and Zn(II) ions. This resin 
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showed good performance in separation and preconcentration of those trace metals with 
acceptable recovery values (higher than 95%) in comparison with other reported methods [45].
Another methodology with a purpose similar to solid phase extraction is wet digestion, which 
applies strong acids to digest organic material in honey. Specifically, samples must be heated 
for 3–4 h at 105°C to remove as much water as possible. Following this, digestion takes place at 
45°C through the addition of an aliquot composed of an acid mix (i.e., HNO
3
/HCl 1:1) until the 
organic matter is fully destroyed. Excess acid is then evaporated through drying. Finally, the 
obtained ashes are suspended in 10 mL HNO
3
 10% v/v. The resulting solutions can be directly 
measured via AAS, ICP-OES, or ICP-MS [46]. On variation of wet digestion is calcination in a 
muffle furnace, which produces ashes that can then be suspended in a solution of 0.1 M HNO
3
 
and H
2
O
2
 at 3–30% v/v [47, 48]. A noted advantage of this method is that it permits measure-
ment of diverse analytes through only one approach. However, a disadvantage is the risk for 
cross-contamination between samples and the time of analysis, so close supervision is needed 
during the execution of experimental procedures. Another variation on wet digestion that has 
been implemented with notable success is that of using microwaves to induce wet digestion [49].
Tuzen et al. [50] evaluated the efficiency of calcination with a muffle furnace as compared to 
other ash-generating techniques, such as wet digestion using inorganic acids and through 
microwave. For this, various honey samples were assessed and submitted to three digestion 
procedures. The obtained results for copper, magnesium, zinc, iron, lead, cadmium, and 
nickel, among others, were classified according to the standard deviation obtained for each 
measurement. From the resulting values, the authors concluded that microwave digestion 
gave the best results, followed by direct wet digestion. Finally, calcination via a muffle fur-
nace resulted in the least precise and most disperse results.
Currently, no technique has been validated for determining and measuring metals specifi-
cally in honey. The AOAC [37] lists calcination in a muffle furnace as the official method 
for determining metals in any organic sample. However, the application of this technique to 
honey is limited due to the chemical properties of distinct metals and the different ranges in 
which each type of metal can exist in a honey sample. The behavior of any sample during cal-
cination is fundamentally determined by the organic composition of the sample. Preventing 
losses in the interior of the muffle furnace is a complicated process to control, directly affect-
ing the distribution of the data obtained from muffle furnace measurements. Furthermore, 
although metals are often collectively referred to as a single group of elements, metals present 
important physico-chemical differences. These variations constitute another challenge during 
calcination via a muffle furnace. Specifically, the chances of cross-contamination within the 
muffle furnace are high, ultimately influencing the distribution of the obtained values.
Likewise, the toxicity to human health presented by metals varies from one element to the 
next. Some heavy metals, such as lead, mercury, and cadmium, are highly toxic and are 
found at much lower concentrations than other elements. Although there are not maximum 
residue levels for these elements, the World Health Organization and Food and Agriculture 
Organization have established acceptable levels for honey (i.e., Pb: 25 μg/kg ; Hg: 5 μg/kg; 
and Cd: 7 μg/kg; [51]). Therefore, sample loss during the process of obtaining ash can result 
in imperceptible differences between the actual and recorded values for the aforementioned 
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elements. This is a relevant issue when considering the low maximum residue levels permit-
ted, where any loss can cause statistically significant differences between classifying a honey 
as contaminated or uncontaminated by these elements.
5. Analytical methods
In recent years, much investigation has been focused on developing new methods for mea-
suring metal concentrations in honey, with the aims of obtaining more reliable and exact 
values. Electrochemical techniques are one such option and have already shown more sensi-
tive detection limits for some elements. One of these techniques is that samples are subjected 
to combined acid mineralization and microwave calcination before posterior analyses, with 
results evidencing good reproducibility for the quantification of copper, lead, cadmium, and 
zinc concentrations in eucalyptus honey [52]. Similarly, Buldini et al. [53] measured metal 
concentrations in various types of honey using hydrogen peroxide-mediated digestion and 
posterior analyte quantification using ionic chromatography or voltamperometry. The results 
from this method were satisfactory when compared against values obtained for the same 
samples by traditional methods. Nevertheless, the proposed method was determined only 
reliable for investigative ends as the large volumes of hydrogen peroxide needed to process 
each sample translate into a notable risk that would be difficult to implement and manage on 
an industrial scale. Moreover, higher sample quantities would also be required.
A distinct strategy for the analysis of metals through electrochemical techniques was pro-
posed by Muñoz and Palmero [54]. Specifically, honey samples were diluted in hydrochloric 
acid, a solution to which gallium nitrate was then added to decrease any interferences that 
could complicate adequate zinc measurements. This method provided better results not only 
for zinc, but also for cadmium and lead in the assessed honey. The primary advantage of the 
technique proposed by Muñoz and Palmero [54] is that digestion through H
2
O
2
 was not used. 
Nevertheless, this technique was unable to measure elements such as copper, thus limiting its 
widespread application.
In general, metals are quantified through traditional methods such as AAS, ICP-OES, and 
ICP-MS due to high instrument sensitivities. While one-third of all honey mineral contents is 
potassium (K), elements frequently found in trace amounts include iron, copper, and man-
ganese, among others [55, 56]. For the more predominant inorganic elements in honey, AAS 
is the most convenient measurement method [43, 57]. However, when the elements under 
study exist in lower concentrations, then the use of more highly sensitive techniques should 
be preferred, using ICP-MS as the primary option and ICP-OES as the secondary option [51, 
58, 59]. In many cases, ICP-MS has been used for determining metals in other related prod-
ucts obtained from bees. The analysis of metal contents in honeybee venom showed that this 
equipment permits achieving very low levels for quantifying of As, Ba, Pb Cd, Sb and Cu. This 
tool is important when honeybee venom is a recommended treatment for certain diseases in 
medicine [60]. Whatever the analysis of honey, pollen, or any other product taken from bee-
hives, it is important to note that the ICP-MS requires several steps to be considered before 
chemical analysis. In order to achieve reliable results, it is advisable the optimization of the 
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instrument including calibration with standard solutions, fortification of samples, and the use 
of a reference material. Also, for having a correct validating process for one analytical method, 
it is necessary to incorporate a confirmation method to obtain quality data. These last analyses 
may be performed using graphite furnace atomic absorption spectrometry [61].
6. Conclusions
Several regions in the world are suitable for honey production with different attributes due 
to the presence of melliferous species. However, in many cases, the apicultural activities, 
beehives, and the melliferous plants occur near of sources of pollution and it may produce 
certain changes in the composition of honey.
In the last years, the foreign trade has increased the demand for honey and beehive products 
without toxic residues for fulfillment of food safety policies.
Since honeybees are able to fly even 4 km per day as a maximum distance from the beehive to 
the floral source for collecting nectar, it is possible to detect certain undesirable compounds 
and/ or residual molecules from different human activities. These pollutants can be deposited 
onto the surfaces of melliferous plants and flowers, especially in the case of plants growing near 
industries, highways, or volcanoes. Likewise, abiotic factors such as air, water, and soils may 
be polluted with metals and they may play an important role in transferring residues to honey.
Metals are listed among the pollutant residues that can be detected in the final composition of 
honey, and besides, they are classified as the main group of inorganic pollutants. They can be 
toxic for human beings if found at levels above the permitted limits, due to damages to physi-
ological functions of living systems and their persistence through the food chains.
One of the most remarkable problems in metals analysis is related to very low concentra-
tions available in honey content. In addition, honey is a complex organic matrix and it has to 
be treated previously to chemical determination of metals by classic analytical methods for 
instance, inductively coupled plasma (ICP-OES) or atomic absorption spectroscopy (AAS). 
The chemical treatment of samples related to extraction methodologies of metals includes the 
calcination process and/or acid digestion. These last steps are mainly responsible for the qual-
ity of the obtained products because any loss of mass will be reflected in no reliable values.
In that way, it is very important to determine the presence of heavy metals in honey using 
analytical procedures to obtain reliable values. It must be considered that honey and/or 
another beehive product such as bee pollen, propolis, or beeswax are organic matrix and thus, 
a cleanup method of samples before chemical analysis for determining heavy metal content is 
essential for achieving optimal results.
Acknowledgement
VRAC-UTEM Grant number L115-11 to Dr. Enrique Mejías.
Honey Analysis318
Author details
Enrique Mejías1* and Tatiana Garrido2
*Address all correspondence to: emejias@utem.cl
1 Dirección de Investigación y Desarrollo Académico, Universidad Tecnológica Metropolitana 
(UTEM), Santiago, Chile
2 Facultad de Ciencias Químicas y Farmacéuticas, Universidad de Chile, Santiago, Chile
References
[1] Codex Alimentarius Commission FAO/OMS. Revised codex standard for honey, stan-
dards and standard methods [Internet]. 1981 [Updated: 2001]. Available from: http://
www.fao.org/input/download/standards/310/cxs_012e.pdf [Accessed: 2016-10-07]
[2] El Sohaimy SA, Masry SHD, Shehata MG. Physicochemical characteristics of honey from 
different origins. Ann Agric Sci. 2015;60(2):279–87. DOI: 10.1016/j.aoas.2015.10.015
[3] Ouchemoukh S, Schweitzer P, Bey MB, Djoudad-Kadji H. HPLC sugar profiles of 
Algerian honeys. Food Chem. 2010;121(2):561–8. DOI: 10.1016/j.foodchem.2009.12.047
[4] Osés SM, Pascual-Maté A, Fernández-Muiño MA, López-Díaz TM, Sancho MT. Bioactive 
properties of honey with propolis. Food Chem. 2016;196(1):1215–23. DOI: 10.1016/j.
foodchem.2015.10.050
[5] Jandric Z, Haughey SA, Frew RD, McComb K, Galvin-King P, Elliot CT, Cannavan A. 
Discrimination of honey of different floral origins by a combination of various chemical 
parameters. Food Chem. 2015;189(1):52–9. DOI: 10.1016/j.foodchem.2014.11.165
[6] Mattonai M, Parri E, Querci D, Degano I, Ribechini E. Development and validation of 
an HPLC-DAD and HPLC/ESI-MS2 method for the determination of polyphenols in 
monofloral honeys from Tuscany (Italy). Microchem J. 2016;126:220–9. DOI: 10.1016/j.
microc.2015.12.013
[7] Meda A, Lamien CE, Romito M, Millogo J, Nacoulma OG. Determination of the 
total phenolic, flavonoid and proline contents in Burkina Fasan honey, as well as 
their radical scavenging activity. Food Chem. 2005;91(3):571–7. DOI: 10.1016/j.
foodchem.2004.10.006
[8] Finola MS, Lasagno MC, Marioli JM. Microbiological and chemical characterization 
of honeys from central Argentina. Food Chem. 2007;100(4):1649–53. DOI: 10.1016/j.
foodchem.2005.12.046
[9] Donarski JA, Jones SA, Harrison M, Driffield M, Charlton AJ. Identification of botanical 
biomarkers found in Corsican honey. Food Chem. 2010;118(4):987–94. DOI: 10.1016/j.
foodchem.2008.10.033
Analytical Procedures for Determining Heavy Metal Contents in Honey: A Bioindicator of Environmental Pollution
http://dx.doi.org/10.5772/66328
319
[10] Anklam E. A review of the analytical methods to determine the geographical and botani-
cal origin of honey. Food Chem. 1998;63(4):549–62. DOI: 10.1016/S0308-8146(98)00057-0
[11] Silva LR, Videira R, Monteiro AP, Valentao P, Andrade PB. Honey from Luso region 
(Portugal): Physicochemical characteristics and mineral contents. Microchem J. 
2009;93(1):73–7. DOI: 10.1016/j.microc.2009.05.005
[12] Montenegro G, Mujica AM, Peña RC, Gómez M, Serey I, Timmermann BM. Similitude 
morphological pattern and botanical origin of Chilean propolis [Internet]. 2004 
[Updated: 2004]. Available from: http://www.scielo.org.ar/scielo.php?script=sci_
arttext&pid=S1851-56572004000100018&lng=es&nrm=iso [Accessed: 2016-10-07]
[13] Instituto Nacional de Normalización Chile (INN). Chilean official regulation. Honey by 
honeybees - botanical origin name throughout melissopalinological test [Internet]. 2005 
[Updated: 2005]. Available from: http://ecommerce.inn.cl/Ficha_Producto/?p=NCh2981.
Of2005 [Accessed: 2016-10-07]
[14] American Academy of Pediatrics, Committee on Nutrition. Aluminum toxicity in infants 
and children [Internet]. 1996 [Updated: 1996]. Available from: http://pediatrics.aappubli-
cations.org/content/97/3/413 [Accessed: 2016-10-07]
[15] Czipa N, Andrási D, Kovács B. Determination of essential and toxic elements in 
Hungarian honeys. Food Chem. 2015;175:536–42. DOI: 10.1016/j.foodchem.2014.12.018
[16] Navarro-Aviñó JP, Alonso IA, López-Moya JR. Aspectos bioquímicos y genéticos de 
la tolerancia y acumulación de metales pesados en plantas [Internet]. 2007 [Updated: 
2007]. Available from: http://www.revistaecosistemas.net/index.php/ecosistemas/arti-
cle/download/125/122 [Accessed: 2016-10-07]
[17] Codex Alimentarius Commission FAO/OMS. General standard for contaminants 
and toxins in food and feed (Codex Stan 193-1995) [Internet]. 1995 [Updated: 2009]. 
Available from: http://www.fao.org/fileadmin/user_upload/livestockgov/documents/1_
CXS_193e.pdf [Accessed: 2016-10-07]
[18] Official Journal of the European Union. Commission Regulation (EC) No 78/2005 of 19 
January 2005 amending Regulation (EC) No 466/2001 as regards heavy metals [Internet]. 
2001 [Updated: 2005]. Available from: https://www.tid.gov.hk/english/aboutus/tradecir-
cular/cic/eu/2005/files/ci312005a.pdf [Accessed: 2016-10-07]
[19] Tchounwou P, Yedjou C, Patlolla A, Sutton D. Heavy metals toxicity and the environ-
ment. EXS. 2012;101:133–64. DOI: 10.1007/978-3-7643-8340-4_6.
[20] Casanova M, Salazar O, Seguel O, Luzio W. The Soils of Chile. 1st ed. Netherlands: 
Springer; 2013. 183 p. DOI: 10.1007/978-94-007-5949-7
[21] Mench M, Vangronsveld J, Lepp N, Ruttens A, Bleeker P, Geebelen W. Use of soils amend-
ments to attenuate trace elements exposure: Sustainability, side effects, and failures. In: 
Hamon R, editor. Natural Attenuation of Trace Element Availability in Soils. 1st ed. 
Webster, New York, USA: CRC Press; 2006. p. 197-228. DOI: 10.1201/9781420042832.ch11
Honey Analysis320
[22] Borgese L, Federici S, Zacco A, Gianoncelli A, Rizzo L, Smith D, Donna F, Lucchini R, 
Depero L, Bontempi E. Metal fractionation in soils and assessment of environmental 
contamination in the Vallecamonica, Italy. Environ Sci Pollut Res Int. 2013;20(7):5067–75. 
DOI: 10.1007/s11356-013-1473-8
[23] Violante A, Cozzolino V, Perelomov L, Caporale A, Pigna M. Mobility and bioavail-
ability of heavy metals and metalloids in soil environments. J Soil Sci Plant Nutr. 
2010;10(3):268–292. DOI: 10.4067/S0718-95162010000100005 
[24] Stewart M, Jardine P, Barnett M, Mehlhorn T, Hyder L, McKay L. Influence of soil geo-
chemical and physical properties on the sorption and bioaccessibility of chromium (III). 
J Environ Qual. 2003;32(1):129–37. DOI: 10.2134/jeq2003.1290
[25] Sharma RK, Agrawal M, Marshall FM. Heavy metal (Cu, Zn, Cd and Pb) contamination 
of vegetables in urban India: A case study in Varanasi. Environ Pollut. 2008;154(2):254–
63. DOI: 10.1016/j.envpol.2007.10.010
[26] Wei B, Yang L. A review of heavy metal contaminations in urban soils, urban road 
dusts and agricultural soils from China. Microchem J. 2010;94(2):99–107. DOI: 10.1016/j.
microc.2009.09.014
[27] Chang C., Yu H., Chen J., Li F., Zhang H., Liu C. Accumulation of heavy metals in leaf 
vegetables from agricultural soils and associated potential health risks in the Pearl 
River Delta, South China. Environ Monit Assess. 2014;186(3):1547–60. DOI: 10.1007/
s10661-013-3472-0
[28] Ab Razaka N., Mangala S., Zaharin A., Hashima Z. Drinking water studies: A review 
on heavy metal, application of biomarker and health risk assessment (a special focus in 
Malaysia). J Epidemiol Glob Health. 2015;5(4):297–310. DOI: 10.1016/j.jegh.2015.04.003
[29] González-Muñoz MJ, Peña A, Meseguer I. Monitoring heavy metal contents in food 
and hair in a sample of young Spanish subjects. Food Chem Toxicol. 2008;46(9):3048–52. 
DOI: 10.1016/j.fct.2008.06.004
[30] Montenegro G, Mejías E. Biological applications of honeys produced by Apis mellifera. 
Biol Res. 2013;46(4):341–5. DOI: 10.4067/S0716-97602013000400005
[31] Mejías E, Montenegro G. The antioxidant activity of Chilean honey and bee pol-
len produced in the Llaima volcano’s zones. J Food Qual. 2012;35(5):315–22. DOI: 
10.1111/j.1745-4557.2012.00460.x
[32] Ru Q-M, Feng Q, He J-Z. Risk assessment of heavy metals in honey consumed in 
Zhejiang province, southeastern China. Food Chem Toxicol. 2013;53:256–62. DOI: 
10.1016/j.fct.2012.12.015
[33] Baroni MV, Arrua C, Nores ML, Fayé P, Díaz M del P, Chiabrando GA, Wunderlin 
DA. Composition of honey from Córdoba (Argentina): Assessment of north/south 
provenance by chemometrics. Food Chem. 2009;114(2):727–33. DOI: 10.1016/j.
foodchem.2008.10.018
Analytical Procedures for Determining Heavy Metal Contents in Honey: A Bioindicator of Environmental Pollution
http://dx.doi.org/10.5772/66328
321
[34] Pohl P. Determination of metal content in honey by atomic absorption and emission spec-
trometries. TrAC Trends Anal Chem. 2009;28(1):117–28. DOI: 10.1016/j.trac.2008.09.015
[35] Di Bella G, Lo Turco V, Potorti AG, Bua GD, Fede MR, Dugo G. Geographical discrimi-
nation of Italian honey by multi-element analysis with a chemometric approach. J Food 
Compost Anal. 2015;44:25–35. DOI: 10.1016/j.jfca.2015.05.003
[36] Przybyłowski P, Wilczyńska A. Honey as an environmental marker. Food Chem. 
2001;74(3):289–91. DOI: 10.1016/S0308-8146(01)00153-4
[37] Felsner M, Cano CB, Matos JR, Almeida-Muradian LB, Bruns RE. Optimization of ther-
mogravimetric analysis of ash content in honey. J Braz Chem Soc. 2004;15(6):797–802. 
DOI: 10.1590/S0103-50532004000600002 
[38] Hernández OM, Fraga JMG, Jiménez AI, Jiménez F, Arias JJ. Characterization of honey 
from the Canary Islands: Determination of the mineral content by atomic absorption 
spectrophotometry. Food Chem. 2005;93(3):449–58. DOI: 10.1016/j.foodchem.2004.10.036
[39] Terrab A, Recamales AF, González-Miret ML, Heredia FJ. Contribution to the study 
of avocado honeys by their mineral contents using inductively coupled plasma 
optical emission spectrometry. Food Chem. 2005;92(2):305–9. DOI: 10.1016/j.
foodchem.2004.07.033
[40] Fredes C, Montenegro G. Heavy metal and other trace elements contents in honey bee in 
Chile. Cienc e Investig Agrar. 2006;33(1):50–8. DOI: 10.4067/rcia.v33i1.328
[41] Küçük M, Kolaylı S, Karaoğlu Ş, Ulusoy E, Baltacı C, Candan F. Biological activities 
and chemical composition of three honeys of different types from Anatolia. Food Chem. 
2007;100(2):526–34. DOI: 10.1016/j.foodchem.2005.10.010
[42] Pohl P, Sergiel I, Prusisz B. Direct analysis of honey for the total content of Zn and 
its fractionation forms by means of flame atomic absorption spectrometry with solid 
phase extraction and ultrafiltration approaches. Food Chem. 2011;125(4):1504–9. DOI: 
10.1016/j.foodchem.2010.10.077
[43] Pohl P, Stecka H, Greda K, Jamroz P. Bioaccessibility of Ca, Cu, Fe, Mg, Mn and 
Zn from commercial bee honeys. Food Chem. 2012;134(1):392–6. DOI: 10.1016/j.
foodchem.2012.02.065
[44] Stecka H, Jedryczko D, Welna M, Pohl P. Determination of traces of copper and zinc in 
honeys by the solid phase extraction pre-concentration followed by the flame atomic 
absorption spectrometry detection. Environ Monit Assess. 2014;186(10):6145–55. DOI: 
10.1007/s10661-014-3845-z
[45] Dasbasi T, Sacmaci S, Cankaya N, Soykan C. A new synthesis, characterization and 
application chelating resin for determination of some trace metals in honey samples by 
FAAS. Food Chem. 2016;203:283–91. DOI: 10.1016/j.foodchem.2016.02.078
[46] Instituto Nacional de Normalización Chile (INN). Chilean Official Regulation. 
Honey – Determination of metals content – Inductively coupled plasma method 
Honey Analysis322
(ICP) [Internet]. 2008 [Updated: 2008]. Available from: http://ecommerce.inn.cl/Ficha_
Producto/?p=NCh3142.Of2008 [Accessed: 2016-10-07]
[47] Perna A, Intaglietta I, Simonetti A, Gambacorta E. Metals in Honeys from Different 
Areas of Southern Italy. Bull Environ Contam Toxicol. 2014;92(3):253–8. DOI: 10.1007/
s00128-013-1177-2
[48] de Andrade CK, dos Anjos VE, Felsner ML, Torres YR, Quináia SP. Relationship between 
geographical origin and contents of Pb, Cd, and Cr in honey samples from the state of 
Paraná (Brazil) with chemometric approach. Environ Sci Pollut Res. 2014;21(21):12372–
81. DOI: 10.1007/s11356-014-3175-2
[49] Kováčik J, Grúz J, Biba O, Hedbavny J. Content of metals and metabolites in honey origi-
nated from the vicinity of industrial town Košice (eastern Slovakia). Environ Sci Pollut 
Res. 2016;23(5):4531–40. DOI: 10.1007/s11356-015-5627-8
[50] Tuzen M, Soylak M, Elci L. Multi-element pre-concentration of heavy metal ions by 
solid phase extraction on Chromosorb 108. Anal Chim Acta. 2005;548(1–2):101–8. DOI: 
10.1016/j.aca.2005.06.005
[51] Batista BL, da Silva LRS, Rocha BA, Rodrigues JL, Berretta-Silva AA, Bonates TO, Gomes 
VSD, Barbosa RM, Barbosa F. Multi-element determination in Brazilian honey sam-
ples by inductively coupled plasma mass spectrometry and estimation of geographic 
origin with data mining techniques. Food Res Int. 2012;49(1):209–15. DOI: 10.1016/j.
foodres.2012.07.015
[52] Sanna G, Pilo MI, Piu PC, Tapparo A, Seeber R. Determination of heavy metals in honey 
by anodic stripping voltammetry at microelectrodes. Anal Chim Acta. 2000;415(1–
2):165–73. DOI: 10.1016/S0003-2670(00)00864-3
[53] Buldini PL, Cavalli S, Mevoli A, Sharma JL. Ion chromatographic and voltammetric 
determination of heavy and transition metals in honey. Food Chem. 2001;73(4):487–95. 
DOI: 10.1016/S0308-8146(01)00132-7
[54] Muñoz E, Palmero S. Determination of heavy metals in honey by potentiometric strip-
ping analysis and using a continuous flow methodology. Food Chem. 2005;93(3):449–58. 
DOI: 10.1016/j.foodchem.2004.10.036
[55] da Silva PM, Gauche C, Gonzaga LV, Costa ACO, Fett R. Honey: Chemical com-
position, stability and authenticity. Food Chem. 2016;196:309–23. DOI: 10.1016/j.
foodchem.2015.09.051
[56] Chudzinska M, Baralkiewicz D. Estimation of honey authenticity by multielements char-
acteristics using inductively coupled plasma-mass spectrometry (ICP-MS) combined 
with chemometrics. Food Chem Toxicol. 2010;48(1):284–90. DOI: 10.1016/j.fct.2009.10.011
[57] Lambert O, Piroux M, Puyo S, Thorin C, Larhantec M, Delbac F,Pouliquen H. Bees, 
honey and pollen as sentinels for lead environmental contamination. Environ Pollut. 
2012;170:254–9. DOI: 10.1016/j.envpol.2012.07.012
Analytical Procedures for Determining Heavy Metal Contents in Honey: A Bioindicator of Environmental Pollution
http://dx.doi.org/10.5772/66328
323
[58] Chua LS, Abdul-Rahaman N-L, Sarmidi MR, Aziz R. Multi-elemental composition and 
physical properties of honey samples from Malaysia. Food Chem. 2012;135(3):880–7. 
DOI: 10.1016/j.foodchem.2012.05.106
[59] Aghamirlou HM, Khadem M, Rahmani A, Sadeghian M, Mahvi AH, Akbarzadeh A, 
Nazmara S. Heavy metals determination in honey samples using inductively coupled 
plasma-optical emission spectrometry. J Environ Heal Sci Eng. 2015;13:39. DOI: 10.1186/
s40201-015-0189-8
[60] Kokot ZJ, Matysiak J. Inductively coupled plasma mass spectrometry determination 
of metals in honeybee venom. J Pharm Biomed Anal. 2008;48(3):955–9. DOI: 10.1016/j.
jpba.2008.05.033
[61] Gualtieri Honório G, Chevitarese Azevedo G, Costa Matos MA, Leal de Oliveira MA, 
Camargo Matos R. Use of boron-doped diamond electrode pre-treated cathodically 
for the determination of trace metals in honey by differential pulse voltammetry. Food 
Control. 2014;36(1):42–8. DOI: 10.1016/j.foodcont.2013.08.004
Honey Analysis324
